Monitoring the cDNA synthesis of dengue-2 virus by RT PCR.
Reverse transcriptase polymerase chain reaction (RT PCR) was utilized to observe the complementary DNA (cDNA) synthesis from the 10723 base dengue-2 virus template by in vitro reverse transcription. The PCR product amplified from 5'-end of the genome (PCR primers N1A-E1) indicates the completeness of the cDNA synthesis because the cDNA primer D8B was located at 3'-end and the cDNA synthesized encompassed the entire RNA template. The integrity of the dengue virus RNA was also determined by the cDNA primer extension from 3'-end and the PCR amplification at various regions from 5'-end of the RNA template. In conclusion, RT PCR could be applied to monitor cDNA synthesis by in vitro reverse transcription and measure the integrity of viral RNA template. Moreover, it is demonstrated that at least 10.7 kilobases of the cDNA could be synthesized from dengue-2 virus RNA by in vitro reverse transcription.